The tear film coats the cornea and conjunctiva and serves several important functions. It provides lubrication, prevents drying of the ocular surface epithelia, helps provide a smooth surface for refracting light, supplies oxygen and is an important component of the innate defense system of the eye providing protection against a range of potential pathogens. This review describes both classic antimicrobial compounds found in tears such as lysozyme and some more recently identified such as members of the cationic antimicrobial peptide family and surfactant protein-D as well as potential new candidate molecules that may contribute to antimicrobial protection. As is readily evident from the literature review herein, tears, like all mucosal fluids, contain a plethora of molecules with known antimicrobial effects. That all of these are active in vivo is debatable as many are present in low concentrations, may be influenced by other tear components such as the ionic environment, and antimicrobial action may be only one of several activities ascribed to the molecule. However, there are many studies showing synergistic/additive interactions between several of the tear antimicrobials and it is highly likely that cooperativity between molecules is the primary way tears are able to afford significant antimicrobial protection to the ocular surface in vivo. In addition to effects on pathogen growth and survival some tear components prevent epithelial cell invasion and promote the epithelial expression of innate defense molecules. Given the protective role of tears a number of scenarios can be envisaged that may affect the amount and/or activity of tear antimicrobials and hence compromise tear immunity. Two such situations, dry eye disease and contact lens wear, are discussed here.
Introduction
The tear film coats the cornea and bulbar and palpebral conjunctiva and is a complex structure composed of an outer, anteriormost lipid component that prevents evaporation, an aqueous component that has ions, soluble mucins, enzymes and a wide range of other proteins and closest to the epithelial surface is a thick mucous, primarily composed of the gel-forming mucin MUC5Ac (Mantelli and Argueso, 2008) . The lipid component is produced primarily by the meibomian (tarsal) glands in the eyelid, whereas the enzymes and other proteins originate mostly in the main lacrimal glands. Some of the proteins also come from the cornea and conjunctival epithelial cells, serum exudates and from neutrophils that can be found in the tears particularly upon awakening (Sack et al., 2001) . MUC5Ac of the inner mucous component is from conjunctival goblet cells and together with membrane bound mucins and other components of the glycocalyx of the epithelia helps spread the tears over the hydrophobic ocular surface. The tear film is necessary for lubrication, it protects the underlying epithelia from desiccation, helps create a smooth surface for refraction of light, provides oxygen to the avascular cornea and provides protection from noxious chemicals and pathogens.
A range of microorganisms can infect the cornea and conjunctiva. The most common bacterial pathogens of the ocular surface include Pseudomonas (P.) aeruginosa, Serratia (S.) marcescens, Staphylococcus (S.) aureus, Staphylococcus (S.) epidermidis and Streptococcus pneumonia (Karsten et al., 2012) . Herpes simplex virus is the most common culprit for viral infection, and Aspergillus, Candida and Fusarium species are common causes of fungal infection (Farooq and Shukla, 2012; Kalkanci and Ozdek, 2011) . Acanthamoeba keratitis, as with corneal infection caused by P. aeruginosa and Fusarium (F.) solani, is associated with contact lens wear (Lorenzo-Morales et al., 2013) . As it is in immediate contact with the external environment the tear film provides the first barrier to such pathogens trying to breach the physical barrier created by the ocular surface epithelia. In vitro and in vivo studies have confirmed the antimicrobial activity of tears at the ocular surface (Fleiszig et al., 2003; Kwong et al., 2007; McNamara et al., 2005) and multiple mechanisms are involved. In conjunction with blinking and reflex tearing the tear film helps washout invading pathogens and contains a plethora of antimicrobial molecules to facilitate pathogen killing or at least inhibit the replication of microorganisms. Also tear components can help prevent ocular surface epithelial cell invasion by bacteria and modulate epithelial innate responses to enhance protection. Fig. 1 provides an overview of the major antimicrobial components in tears and their primary sites of origin.
"Classic" tear antimicrobial components
Tear components long recognized to have antimicrobial function include lysozyme, lactoferrin, lipocalin, secretory immunoglobulin A (IgA) and complement. Lysozyme was shown to be present in human tears and to kill Gram-positive bacteria by Alexander Fleming (Fleming, 1922) . This enzyme, which is secreted by the main and accessory lacrimal glands, accounts for up to 20e 30% of total protein in both basal and reflex tears (Aho et al., 1996; Albert et al., 2008; Sack et al., 2001) . Lysozyme catalyzes the hydrolysis of 1,4-beta-linkages between N-acetylmuramic acid and Nacetyl-D-glucosamine in the peptidoglycan backbone of bacterial cell walls. It is also able to cleave chitodextrins in fungal cell walls and has been reported to have anti-HIV activity (Lee- Huang et al., 1999) . The compromised cell wall is then no longer able to maintain a stable osmotic environment and lysis of the organism ensues. Lactoferrin also represents some 20e30% of the total protein in basal and reflex tears and is secreted by lacrimal gland acinar cells (Janssen and van Bijsterveld, 1983; Sack et al., 2001) . Lactoferrin has a high capacity to bind divalent cations including iron thus depriving bacteria of this essential nutrient for growth and production of some toxins, although iron-independent antimicrobial actions have also been described (Farnaud and Evans, 2003) . Furthermore, a highly basic sequence at the N-terminus (referred to as lactoferricin) allows lactoferrin to act as a cationic detergent and disrupt the cell membrane of some bacteria, fungi and viruses (Farnaud and Evans, 2003) . It is believed that in general lactoferrin has a microbiostatic role in biological fluids such as tears rather than a microbicidal one (Alexander et al., 2012) .
Tear lipocalin (formally referred to as tear specific prealbumin, (Redl, 2000) represents approximately 25% of the reflex tear protein and is produced by the acinar cells of the main lacrimal gland (Albert et al., 2008; Sack et al., 2001) . Lipocalin, which is detected as several isoforms in tears, has been shown to be capable of binding siderophores produced by a range of bacteria and fungi. Siderophores are chelating compounds that transport iron in to microorganisms. Thus, like lactoferrin, lipocalin exerts a bacteriostatic effect by interfering with the ability of pathogens to take up iron (Dartt, 2011; Fluckinger et al., 2004) . Some isoforms of lipocalin have a putative protease inhibitory domain and may also help protect the ocular surface from cysteine proteases of microbial origin (van't Hof et al., 1997) .
Secretory immunoglobulin A (sIgA) is the major antibody present in the tear film. sIgA is produced by plasma cells (terminally differentiated B lymphocytes) residing in the lacrimal gland, accessory lacrimal glands and conjunctival associated lymphoid tissue (Franklin and Remus, 1984; Knop and Knop, 2005; Wieczorek et al., 1988) . The secreted IgA is taken up by lacrimal gland acinar cells or conjunctival epithelial cells by receptor mediated endocytosis and traverses the cell by transcytosis. The IgA is then released bound to a protein called secretory component, which is actually a remnant of the receptor to which the antibody was bound during its passage through the cells. Secretory component helps stabilize the IgA and masks proteolytic sites so making it less vulnerable to the effects of both host and pathogen proteases. sIgA, which exists in tears as a dimer, is present at greater concentrations in the morning than in the afternoon (Puinhas et al., 2013) . In contrast to some other isotypes sIgA is not an efficient activator of complement nor is it a good opsonin, but analogous to its role in the intestinal mucosa, at the ocular surface IgA promotes the clearance of pathogens (Mantis et al., 2011) . Via its specific antigen binding sites sIgA is able to neutralize pathogens so preventing their attachment to host cells. It can also bind to lectin-like adhesin molecules on pathogens resulting in their aggregation, entrapment within the tear film and subsequent removal. Thus sIgA is of great importance as it facilitates removal of pathogens right at the point of entry at the ocular surface. sIgA has also been shown to be chemotactic for phagocytic neutrophils (Lan et al., 1998) and to prevent the binding of P. aeruginosa and Acanthamoeba polyphaga to contact lenses (Campos-Rodriguez et al., 2004; Lan et al., 1999) .
Low levels of functionally active complement factors have also been detected in tears . The relative amounts of different components, namely abundant C3 and factor B, but less C1q, suggests that activation via the alternative pathway (i.e. spontaneous hydrolysis of C3) is the predominant mechanism. Activation of the complement pathway generates fragments involved in acute inflammatory responses, fragments that act as opsonins, which facilitate target recognition by neutrophils and results in the formation of membrane attack complexes that can lyse pathogens. As the concentration of the various complement components is increased in closed-eye tears, the pathway is believed to be most active during sleep when the eyes are closed . Possible sources of the various complement factors in tears include leakage of plasma through the conjunctival vessels during sleep, infiltrating neutrophils, and local synthesis by corneal and conjunctival epithelial cells. To prevent unnecessary activation and hence tissue damage from pro-inflammatory components, the complement pathway is regulated by a number of factors including decay-accelerating factor (CD55, inhibits activation of C3), membrane cofactor protein (CD46, regulates activation of C3) and membrane inhibitor of reactive lysis (CD59, prevents formation of membrane attack complex), all of which have been detected in tears (Cocuzzi et al., 2001; Hara et al., 1992; Szczotka et al., 2000; Willcox et al., 1997) . Notably the complement pathway is not active in reflex tears and both lysozyme and lactoferrin have also been found to inhibit the pathway (Kijlstra, 1990; Ogundele, 1999; Willcox et al., 1997) . 
Other identified tear antimicrobials and potential candidates
There are many other examples of tear components with antimicrobial properties although it should be noted that several of these have other (often multiple-other) activities and antimicrobial effects may not be their primary function is tears.
The enzyme secretory phospholipase A 2 (sPLA 2 ) has been identified as the major tear protein active against Gram-positive bacteria, although it has no activity on its own against Gramnegatives in the normal ionic environment of tears (Qu and Lehrer, 1998) . sPLA 2 is produced by lacrimal gland as well as corneal and conjunctival epithelial cells (Turner et al., 2007; Wei et al., 2012) . It is found at much lower levels in tears than lysozyme, is reduced in reflex compared to basal tears and has been reported to show diurnal variation (Aho et al., 2002 (Aho et al., , 2003 Saari et al., 2001) . Secretory PLA 2 binds to the anionic bacterial surface due to its cationic nature and kills via its lipolytic enzymatic activity. Specifically it hydrolyzes the sn-2-fatty acyl moiety from phospholipids, in particular phosphatidylglycerol, which is abundant on bacterial cell membranes (Buckland et al., 2000; Nevalainen et al., 2008) .
Secretory leukocyte protease inhibitor (SLPI) is a member of the whey acidic protein (WAP) family of molecules which have conserved cysteine-rich regions known as 4-disulphide core domains (Sallenave, 2010) . SLPI was first identified for its antiprotease activity but is known to have both anti-inflammatory and antimicrobial properties. SLPI is active against both Gram positive and negative bacteria, fungi and HIV and, similar to the "antimicrobial peptide" (AMP) family discussed below, this may be related to its high cationic charge (Sallenave, 2010) . SLPI is produced by lacrimal gland and ocular surface epithelial cells, is present in reflex tears and at much higher levels in closed-eye tears (Franken et al., 1989; Sathe et al., 1998) . It is also known to inhibit neutrophil elastase so may help protect the ocular surface cells from the damaging effects of this degradative enzyme. Elafin is another member of the WAP family of molecules found in tears, although at a much lower concentration than SPLI (Sathe et al., 1998) . Like the latter, elafin is multifunctional being both antiinflammatory and directly antimicrobial (Sallenave, 2010) . Bactericidal/permeability-increasing protein (BPI), which is known to be stored in neutrophils, to bind LPS and kill Gram-negative bacteria, has also been detected in tears (Holweg et al., 2011; Peuravuori et al., 2006) . This protein could be detected in lacrimal gland and conjunctival epithelial cells which could therefore be an additional source to that from neutrophils in the tears. It was also found that the level of BPI decreased as the tear flow rate increased (Peuravuori et al., 2006) . Ford et al. (Ford et al., 1976) reported the presence of an antimicrobial factor called b-lysin in tears. This protein, which is distinct from lysozyme and is found in platelets and serum, targets the bacterial cell membrane of Gram-positive bacteria and has been reported to inhibit bacterial catalase and peroxidase and enhance phagocytosis (Bukharin and Suleimanov, 1997; Donaldson and Tew, 1977) . It should be noted that the presence of b-lysin in tears has been disputed (Janssen et al., 1984; Selsted and Martinez, 1982) also, presuming it does exist, it is not clear from the literature if it has been "re-discovered" more recently and given another name. Notably its characteristics: small, cationic, membrane targeting, are reminiscent of the AMP family, which is discussed below.
As briefly mentioned in the introduction mucins are an important component of tears. Mucins are high-molecular weight glycoproteins with extensive O-glycosylation and the major ones present in tears are shed membrane bound MUC1, MUC4 and MUC16 and gel forming MUC5Ac, low amounts of secreted mucin MUC2 have also been reported (Mantelli and Argueso, 2008; Paulsen and Berry, 2006; Spurr-Michaud et al., 2007) . In addition to providing lubrication and a means by which aqueous tears are held on the hydrophobic ocular surface, mucins are known to provide antimicrobial protection through several mechanisms. MUC5Ac has what has been described as a "janitorial" function in that it can trap pathogens helping to move them to the lacrimal drainage pathway so facilitating their removal from the surface (Mantelli and Argueso, 2008; Ramamoorthy and Nichols, 2008) . There is also evidence that sIgA and positively charged proteins such as lysozyme and SLPI accumulate in the mucous layer coating the ocular surface epithelia so creating a reservoir of antimicrobial agents (Sack et al., 2001) . Hence, mucins may trap microbes, which are then killed by accumulated antimicrobials or aggregated by sIgA and then cleared by blinking. Tear mucins have also been reported to prevent adherence of P. aeruginosa, but not that of Staphylococcus or Streptococcus, to the corneal epithelium (Fleiszig et al., 1994) . It has been suggested that membrane bound MUC1 binds pathogens and then is cleaved from the epithelial cell surface and the pathogen-ectoderm domain complex is then removed via the lacrimal drainage system (Govindarajan and Gipson, 2010) . However, experimental data for a role of MUC1 are equivocal, with one study reporting an increase in infection in MUC1 null mice and another no increase (Danjo et al., 2000; Kardon et al., 1999) . MUC16 has been reported to prevent bacterial adherence to corneal epithelial cells (Blalock et al., 2008) . This implies a direct interaction between MUC16 and bacterial cells, which may also occur with MUC16 shed in to the tears so facilitating pathogen removal.
Tears also contain Surfactant protein (SP) A and D which are members of the collectin family of C-type lectins and which are known to bind pathogens and regulate host defense (Awasthi, 2010) . Both SP-A and SP-D are produced by lacrimal gland cells and also corneal and conjunctival epithelial cells (Brauer et al., 2007; Ni et al., 2005; Stahlman et al., 2002) . C-type lectins bind to carbohydrates on microbial surfaces and to receptors on phagocytic cells so promoting microbial clearance. Therefore SP-A/ D in tears may help facilitate pathogen removal in the presence of neutrophils for example. Tear SP-D has been shown to help protect corneal epithelial cells from invasion by P. aeruginosa (Ni et al., 2005) . Although SP-D is known to inhibit the growth of certain Gram-negative bacteria (Wu et al., 2003) , its corneal epithelial cytoprotective effect did not appear to be related to growth inhibition or effects on bacterial aggregation or motility but may be associated with its ability to bind LPS (Ni et al., 2005) . SP-D has also recently been shown to be necessary for host defense against P. aeruginosa in vivo where it can help in bacterial clearance and block microbial traversal in the cornea, although bacterial elastase may compromise its activity (Alarcon et al., 2011; McCormick et al., 2007; Mun et al., 2009) .
Antimicrobial peptides (AMPs), also referred to as host defense peptides due to their having immunomodulatory effects as well as direct antimicrobial actions, have also been detected in tears. Members of this large family are generally small (less than 50 amino acids) peptides with an overall positive charge that through electrostatic interaction cause disruption of microbial cell membranes leading to cell death (Choi et al., 2012) . Low levels of the adefensins Human neutrophil peptides -1,-2,-3 have been detected, with the primary source presumed to be neutrophils that can be found in the tears for example on eye opening (Haynes et al., 1999) .
The presence of b-defensins, human b-defensin (hBD)-2 and hBD-3 has also been reported for basal and reflex (only hBD-2) tears (Garreis et al., 2010) . These defensins are presumed to be secreted in to tears by corneal and conjunctival epithelial cells as well as possibly lacrimal glands (Kolar and McDermott, 2011) . The amounts of a and b-defensins in normal tears are less than would be needed for antimicrobial activity based on the results of in vitro studies but several of these peptides are inducible and potentially may reach effective levels in inflammation and infection as has been observed for patients under going ocular surgery and in a rabbit injury model (Zhou et al., 2007 (Zhou et al., , 2004 . Other AMPs detected in tears include psoriasin (S100A7), which has highly potent activity against Escherichia coli and is produced by cornea, conjunctiva and lacrimal gland (Garreis et al., 2011) . Also the presence of dermcidin (You et al., 2010) and the anti-fungal peptide histatin has been reported (Steele et al., 2002) .
Molecules with potential for a role as a tear antimicrobial include lacritin. This protein is secreted primarily by acinar cells of the main lacrimal gland, but also by the meibomian glands in the eyelids. It is described as a prosecretory mitogen owing to its being able to stimulate tear production and corneal epithelial cell proliferation in vitro, an effect mediated via interaction with syndecan-1 (Ma et al., 2008) . In addition, preliminary studies have show that lacritin, which shows some sequence alignment with the AMP dermcidin, has antimicrobial activity against Gram-positive and negative organisms . Lacritin has also shown potential as a topical treatment for bacterial keratitis (Hosseini et al., 2012) . Other possible candidates include various molecules with antimicrobial activity produced by the larcimal gland and/or ocular surface epithelia and which may then enter the tear film. Examples include cytokeratins (Tam et al., 2012) , and various chemokines such as CCL20 (Cole et al., 2001; Huang et al., 2007a; Shirane et al., 2004; Yang et al., 2003) . Reports appear regularly in the literature describing the identification of new antimicrobial molecules or assigning antimicrobial properties to a previously identified entity. Given that tears contain some 500 or more different proteins sourced primarily from the lacrimal glands, but also ocular surface epithelial cells, neutrophils and leakage of serum it will not be surprising to find that some of these newly identified antimicrobial compounds are also present in tears.
While this discussion has focused primarily on tear components with direct antimicrobial activity it is important to remember that some tear components may play an equally important role by modulating the defense response of the ocular surface epithelial cells. For example Mun et al. (2011) recently showed that tears induced corneal epithelial expression of RNase7 (known to have potent antimicrobial activity) and ST-2, which protected the cells against P. aeruginosa invasion. The effects of tears on RNAse7 and ST-2 were subsequently shown to be mediated by modulation of expression of specific microRNAs (Mun et al., 2013) .
Tears are one of several mucosal fluids in the body. Hu et al. (2006) reviewed the literature on proteome analysis of several body fluids and concluded there was minimal overlap of identified proteins, hence the proteomic content in each body fluid is distinct. Indeed this is logical based on the location and function of the tissue, which the particular fluid bathes. However in keeping with the protective role of body fluids, one group of proteins that are commonly found are antimicrobials. Given the similarities between lacrimal and salivary glands it is not surprising to find that saliva contains many of the same antimicrobials as tears including lysozyme, lactoferrin, SLPI, mucins, AMPs (Dale and Fredericks, 2005) . However, while some antimicrobials are common to several body fluids their absolute concentrations may vary markedly. For example a study in which the activity of lysozyme was compared among several body fluids showed that tears had the highest content and that this was some 120 times higher than that found in serum and saliva (Hankiewicz and Swierczek, 1974) . Tears have also been reported to contain higher levels of sPLA 2 than most other body fluids including serum (Aho et al., 2002; Mochizuki et al., 2008; Qu and Lehrer, 1998) . AMPs such as defensins are commonly found in mucosal and other body fluids but some have a more limited distribution including the anti-fungal histatins, which have been detected in tears but which are found at much higher concentrations in saliva (Dale and Fredericks, 2005; Steele et al., 2002) . These differences presumably reflect the range of organisms that tend to colonize and infect the tissue a particular fluid is bathing as well as different working conditions such as the ionic environment, which may favor the activity of some antimicrobial molecules but not others.
Functionality
The preceding discussion shows that the tears contain a plethora of molecules with documented antimicrobial activity, at least in vitro. It should be noted that many of these molecules have been found to have other actions, and indeed in some cases the non-antimicrobial activity may actually be the primary functional role for a particular molecules e for example lipocalin is the principal lipid binding protein in tears (Redl, 2000) . The question then is which of the tear antimicrobial components are important for defense against pathogens in vivo?
The antimicrobial action of some AMPs is salt sensitive and compromised by salt and mucins in the tear film (Huang et al., 2007a (Huang et al., , 2006 (Huang et al., , 2007b , calling into question their role as antimicrobial agents at the ocular surface. However, the expression of some is inducible by infection and inflammation and the ensuing elevated levels may go some way to compensate for these detrimental effects (Huang et al., 2007a) . Animal models of bacterial and fungal keratitis have shown that AMPs such as defensins and cathelicidin are important in reducing severity of infection indicating that they are indeed functional in vivo although of course this cannot be solely attributed to their presence in tears (Gao et al., 2011; Huang et al., 2007c; Wu et al., 2009a Wu et al., , 2009b . The fact that keratitis studies are typically performed on an ocular surface compromised by a scratch and which may therefore circumvent some tear effects also needs to be considered. SP-D deficient mice had more severe Pseudomonas keratitis than wild type mice indicating a functional role for this protein (McCormick et al., 2007) however as noted previously results from keratitis studies in MUC1 deficient mice were equivocal (Danjo et al., 2000; Kardon et al., 1999) . Interestingly, a polymorphism of the lactoferrin gene has recently been linked to susceptibility to herpes simplex keratitis (Keijser et al., 2008) . sPLA 2 which is found at high concentrations in basal tears has been described as the only tear antimicrobial that is bactericidal to Gram-positive bacteria in this isotonic environment (Qu and Lehrer, 1998) . While sPLA 2 may indeed provide important antimicrobial protection it cannot be the major/only player as the commonly used C57BL/6 mouse does not express this gene and is resistant to Staphylococcal keratitis (Hume et al., 2005; Kennedy et al., 1995) . Thus, in vivo the likely scenario is that no one single molecule is the primary antimicrobial factor rather that several tear antimicrobials interact together. This is borne out by numerous literature examples of synergistic/additive interactions between various tear antimicrobial molecules. For example lysozyme and lactoferrin interact synergistically against some Gram-negative bacteria as well as Staphylococcus (Ellison and Giehl, 1991; Leitch and Willcox, 1998) . Lactoferrin has also been found to increase the susceptibility of S. epidermidis biofilms to lysozyme and the antibiotic vancomycin (Leitch and Willcox, 1999) . Lipocalin has been reported to enhance the activity of lysozyme (Josephson and Wald, 1969) and spectroscopy studies not only confirmed the interaction with lysozyme but also revealed an interaction with lactoferrin (Gasymov et al., 1999) . Synergistic or additive interactions have also been reported for combinations of lysozyme, lactoferrin, SLPI and AMPs (Singh et al., 2000) . sPLA 2 can also kill Gram-negative bacteria with the help of additional antibacterial compounds, such as BPI (Buckland et al., 2000; Nevalainen et al., 2008) . A common theme in several of these interactions is that an antimicrobial factor acting on the microbial cell wall facilitates access to other sites, for example the cell membrane, for the second antimicrobial molecule to act.
Modulation of tear antimicrobials
A number of situations may be envisaged that could possibly compromise the antimicrobial properties of tears and so predispose to infection. Two such scenarios, namely the very common ocular surface disease dry eye and a popular form of vision correction e contact lens wear, are discussed below.
Dry eye and tear antimicrobials
As defined by the 2007 Dry Eye Workshop report, dry eye is a multifactorial disease that is caused by a decrease in tear production or an increased in tear evaporation and is associated with elevated tear osmolarity and symptoms of ocular irritation Anon (2007a) . Prevalence is more common in women and older populations with rates of 5e30% reported for people greater than 50 years of age Anon (2007b) . Symptoms which include ocular burning, itching, redness may have significant impact on visual function and overall quality of life (Anon, 2007b; Abetz et al., 2011; Friedman, 2010; Pouyeh et al., 2012) . The disrupted ocular surface of the dry eye patient would be predicted to increase the risk of infection yet a recent review by Narayanan et al. (2013) concluded that there was minimal evidence to support a link between dry eye and microbial keratitis. In reviewing the literature Narayanan et al. (2013) show that tear antimicrobials lysozyme, lactoferrin and lipocalin were decreased (or lysozyme was unchanged in some studies) while sPLA 2 was increased in dry eye patients compared to normal controls. Three studies on sIgA gave equivocal results while MUC1 and MUC5AC were increased and decreased respectively. Overall, losses to the tear film armamentarium in dry eye appeared to be counterbalanced by other innate defenses (such as epithelial AMPs) being unchanged or enhanced which can account, at least in part, for the lack of association between dry eye and microbial keratitis in the patient population.
Contact lens wear and tear antimicrobials
Contact lens wear is a popular choice for refractive error correction but has long been recognized as a risk factor for microbial keratitis, a potentially vision threatening disease. P. aeruginosa remains the most common cause of contact lens related microbial keratitis (Robertson, 2013) but recent world wide epidemics caused by fungi (F. solani) and Acanthamoeba are reminders that other organisms may also take advantage of the ocular surface compromised by contact lens wear (Patel and Hammersmith, 2008; Yoder et al., 2012) . Microbial keratitis associated with contact lens wear and its accompanying use of care solutions is a multifactorial process . Contributing factors, some associated with hypoxia, include reduced corneal epithelial turnover allowing for more contact time with potential pathogens, enhanced ability of corneal epithelial cells to bind and internalize (via lipid raft-formation) P. aeruginosa, and adaptation of the organism to the contact-lens modulated ocular surface environment Ladage, 2004; Robertson, 2013) . As recently reviewed by Evans and Fleiszig (2013) , contact lens wear may affect tear-mediated defenses in a number of ways. The postlens tear film volume may be affected by the lens material resulting in possible reduction in concentration of essential antimicrobial compounds. The lens material may also directly affect tear film composition through chemical absorption/adsorption, inactivation of components or compartmentalization so separating an enzyme from its substrate for example.
A number of studies have addressed the effects of contact lens wear on various tear antimicrobial compounds. Lysozyme has been reported not to change with various types of wear modality in most studies (Carney et al., 1997; Farris, 1985; Stuchell et al., 1981; Vinding et al., 1987) . However some studies have shown increased tear lysozyme (Kijlstra et al., 1992; Sariri and Khamedi, 2007; Temel et al., 1991a) and one showed this enzyme to be decreased with both soft and RGP lens wear (Kramann et al., 2011) . Tear lactoferrin levels are not affected by contact lens wear (Carney et al., 1997; Farris, 1985; Kijlstra et al., 1992; Stuchell et al., 1981) . Tear sIgA levels have been found to be decreased in some studies (Lan et al., 1999; Pearce et al., 1999; Vinding et al., 1987) , unchanged (Temel et al., 1991b) and increased with RGP wear, although this normalized by one year of lens wear (Kijlstra et al., 1992; Temel et al., 1991b) . Notably in one study, Pseudomonas specific IgA was lower in contact lens wearers although the levels of total sIgA were not different between lens wearers and controls (Cheng et al., 1996) . Two studies reported no change in tear sPLA 2 (Hume et al., 2004; Yamada et al., 2006) whereas a third reported a decrease with lens wear (Aho et al., 2003) . These differing results may be related to the diurnal variation in sPLA 2 levels, which could confound interpreting results depending on the time of tear collection. It should also be noted that tear collection and analytical method have been shown to impact the proteins detected in tears thus direct comparison between studies is not always appropriate . Overall the majority of studies indicate that levels of lysozyme, lactoferrin and sPLA 2 are unchanged with contact lens wear. However the preponderance of studies suggest a decrease in sIgA with contact lens wear. This is of significance as this antibody has been shown to reduce binding of P. aeruginosa to contact lenses and be chemoattractive for phagocytic neutrophils (Lan et al., 1999 (Lan et al., , 1998 .
As noted above (Section 3) tear mucins have roles in defence against pathogens. As reviewed in detail by Ramamoorthy and Nichols (2008) a number of studies have addressed the amount of mucin in tears and expression by ocular surface cells in contact lens wear however the results are conflicting. For example studies examining total mucins showed reduced amounts in tears with lens wear (Garcher et al., 1998; Yasueda et al., 2005) . Whereas a study by Hori et al. (2006) , did not find any differences in conjunctival expression or tear content of MUC1, 4, 5Ac or 16. A more recent study by Corrales et al. (2009) did find some significant lens wear related changes (primarily an increase) in conjunctival mRNA expression of various mucins but protein analysis was not performed so the significance of the observations is not clear. Corneal epithelial cell exposure to contact lens care solutions has also been shown to reduce amounts of protective mucins, particularly MUC16, and this was associated with increased internalization of P. aeruginosa (Gordon et al., 2011; Imayasu et al., 2010; Tchedre et al., 2011) . A study in an in vitro model of contact lens wear showed that corneal epithelial cells exposed to contact lenses failed to upregulate hBD-2 in response to P. aeruginosa suggesting that contact lens wear may compromise the innate ability of the corneal epithelium to respond adequately in some cases and consequently lead to reduced antimicrobials in the tear film (Maltseva et al., 2007) . How other tear antimicrobials such as SLPI and SP-D are affected by lens wear has yet to be determined.
It is well known that contact lenses bind tear film proteins and that this varies with the lens material, the care solutions used for cleaning/disinfection, as well as the individual (Luensmann and Jones, 2012; Omali et al., 2013) . Several of the aforementioned tear antimicrobials including lysozyme, lactoferrin, sPLA 2 and mucins are known to bind to contact lenses (Berry et al., 2012; Boone et al., 2009; Mochizuki et al., 2008; Omali et al., 2013) . Binding does not necessarily significantly deplete the tears of these antimicrobials as suggested by several studies revealing no change in tear levels with lens wear (Aho et al., 2003; Carney et al., 1997; Hume et al., 2004; Yamada et al., 2006) . However binding of these antimicrobial (and other) proteins to a lens often enhances bacterial adhesion and is typically associated with some degree of loss of activity, usually through denaturation (Dutta et al., 2012; Mannucci et al., 1985; Vijay et al., 2012) . These effects vary with lens material and pathogen (Willcox, 2013) . For example in a recent study by Subbaraman et al. (2011) lysozyme coating increased binding of a S. aureus strain but not that of P. aeruginosa. However the lysozyme coating did not cause significant death of the adhered Staphylococcus strain. Lactoferrin, increased binding of both Staphylococcus and Pseudomonas, and while unable to kill the former, did reduced viable counts of adhered Pseudomonas. Recent studies with care solutions containing protein-stabilization agents show that they are able to prevent denaturation of lysozyme and lactoferrin hence may be beneficial in preventing loss of antimicrobial activity when these proteins bind to lenses (Barniak et al., 2010; Wright et al., 2012) .
A major problem is that after adhering to surfaces bacteria tend to form biofilms which renders them more resistant to antimicrobial substances including chemical disinfectants, antibiotics and host defense molecules (Donlan and Costerton, 2002) . Therefore while tears contain a plethora of antimicrobial molecules few/none may be effective against organisms in a biofilm on a contact lens placed on to the eye. In keeping with this S. marcescens biofilms on etafilcon A lenses were resistant to phagocytosis by neutrophils (Hume et al., 2003) and some P. aeruginosa strains show enhanced biofilm formation in the presence of neutrophils (Burnham et al., 2012) .
Summary and conclusions
As discussed here analytical studies have shown that tears contain a variety of molecules with antimicrobial activity that can directly kill or prevent the growth of a range of pathogenic organisms. While there is some redundancy in that there is overlap in spectrum of activity, having a large number of antimicrobials is a common feature of all biological fluids and reflects the complexity of the flora to which the body is constantly exposed. Having multiple antimicrobials with differing mechanisms of action helps to ensure eradication of a pathogen, which may just happen to be resistant to a specific compound. Also it permits synergistic/additive interactions between two or perhaps more molecules, which can reduce the amounts needed and lower the risk of toxic effects to ocular surface cells. In addition to direct action on microbial growth and survival, reflex tearing and some tear antimicrobials such as mucins and sIgA which bind pathogens facilitate their removal via the lacrimal drainage system. Others, such as SP-D help prevent ocular surface cell invasion and yet to be identified tear components induce epithelial expression of innate defense molecules. Contact lens wear appears to suppress tear antimicrobial effects in a number of ways which contributes to the increased risk of microbial keratitis that is associated with this modality of refractive error correction. On the other hand, in dry eye, although the ocular surface is compromised and there are reported decreases in some tear antimicrobials, others are increased as are epithelial cell innate defenses, which affords sufficient protection to maintain an infection free environment.
